For the analyses shown in Figure 1A , 3A, 7B, S2A and S4A, cells were stained with FITCconjugated anti-CD8a (53-6.7), phycoerythrin (PE)-conjugated anti-CD4 (GK1.5), PEconjugated anti-CD25 (PC61) or allophycocyanin (APC)-conjugated anti-CD44 (IM7) antibodies. For lineage marker staining, FITC-conjugated anti-CD3 (145-2C11), anti-CD4 (GK1.5), antiCD8a (53-6.7), anti-DX5 (eBioscience) antibodies were used except that the anti-CD3 antibody was not included when thymocytes from TCR transgenic mice were stained.
For cell sorting of cultured thymocytes shown in Figure 7B , cells were stained with PEconjugated anti-CD4 (GK1.5), FITC-conjugated anti-CD8a (53-6.7), and CyChrome (PE-Cy5)-conjugated anti-human CD25 (M-A251) antibodies. hCD25-positive and CD4/CD8 DN or DP population was sorted using an EPICS ALTRA (Beckman Coulter) and sorted cells were analyzed for the purity using a FACS Calibur.
For the analysis shown in Figure S4B , cultured thymocytes were stained with PE-conjugated anti-CD4 (GK1.5), APC-conjugated anti-CD8a (53-6.7) and PE-Cy7-conjugated anti-human CD25 (M-A251) antibodies.
For cell sorting of DN3 thymocytes shown in Figure S5A , total thymocytes prepared from E15 Balb/c and OTI TCRαβ transgenic mice were stained with FITC-conjugated anti-CD4 (GK1.5), anti-CD8a (53-6.7), anti-DX5 (eBioscience), PE-conjugated anti-CD25 (PC61) and APCconjugated anti-CD44 (IM7) antibodies. DN3 thymocytes defined as lineage marker negative and CD44
− CD25 + cells were sorted using an EPICS ALTRA and sorted cells were analyzed for the purity on an EPICS ALTRA.
For the analysis shown in Figure S5B , cultured thymocytes were stained with FITC-conjugated anti-Vβ5.1/5.2 (MR9-4), PE-conjugated anti-CD4 (GK1.5), APC-conjugated anti-CD8a (53-6.7) and PE-Cy7-conjugated anti-human CD25 (M-A251) antibodies.
Retroviral Transduction and Culture of Thymocytes
For the analysis shown in Figure 6 , total thymocytes were prepared from E15 wild-type (WT) and DO11.10 TCRαβ transgenic (Tg) mice, and suspended with retroviral supernatants supplemented with recombinant mouse (rm) SCF and IL-7 (R&D Systems) at each 1 ng/ml and polybrene at 3 μg/ml, and seeded on a monolayer of the thymic stromal cell line, TSt-4, and transduced with retrovirus by spin infection as described (Watanabe et al., 1992; Sayegh et al., 2003) . After spin infection, retroviral supernatants were replaced with fresh culture medium supplemented with rmSCF and IL-7 at each 10 ng/ml and 4-hydroxy-tamoxifene (4-OHT) was added to 1μM 18 h after infection to induce the E47-ER activity. After three days post infection, cultured thymocytes were harvested and subjected to PCR analysis for TCRβ rearrangements and flow cytometric analysis ( Figure S4 ).
For the analysis shown in Figure 7 , DN thymocytes were purified from adult WT and TCRβ Tg thymocytes using anti-CD4 (RM4-5), anti-CD8a (53-6.7) magnet beads (BD I-Mag, BD Pharmingen). Purified DN thymocytes were suspended with retroviral supernatants supplemented with polybrene at 4 μg/ml, and seeded on a monolayer of the bone marrow stromal cell line, OP9/N-DLL1, which expresses the Notch ligand Delta-like 1, and transduced with retrovirus by spin infection. After spin infection, retroviral supernatants were replaced with fresh culture medium and 4-OHT was added to 1μM 22 h after infection to induce the E47-ER activity. After four days post infection, cultured thymocytes were harvested and subjected to sorting of DN/DP thymocytes.
For the analysis shown in Figure S5 , DN3 thymocytes were sorted and suspended with retroviral supernatants supplemented with rm SCF and IL-7 at each 1 ng/ml and polybrene at 4 μg/ml, and seeded on a monolayer of OP9/N-DLL1 cells and transduced with retrovirus by spin infection. After spin infection, retroviral supernatants were replaced with fresh culture medium supplemented with rmFlt3L and IL-7 at each 1 ng/ml and 4-OHT was added to 1μM 22 h after infection to induce the E47-ER activity. After four days post infection, cultured thymocytes were harvested and subjected to flow cytometric analysis. Oligonucleotides that have no reference were designed in this study.
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Figure S6. Enforced Expression of E47 Overrides Allelic Exclusion in TCRβ Transgenic
Thymocytes PCR analysis of Vβ-DJβ and Dβ-Jβ coding joints in cultured thymocytes. DN thymocytes enriched from adult wild-type (WT) and TCRβ transgenic (Tg) thymocytes were transduced with control virus (Mock) or E47-ER virus and cultured with OP9/N-DLL1 cells in the presence of 4OHT. After four days, thymocytes were harvested and analyzed for TCRβ rearrangement as described in Figure 1 . The CD3ε gene was amplified as a loading control. Four fold serial dilutions of genomic DNA from adult wild-type DN (WT DN) thymocytes and TCRβ DN thymocytes were used as controls.
